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Preliminary Examining Authority and is transmitted to the applicant according to Article 36. 
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containing rectifications made before this Authority (see Rule 70.16 and Section 607 of the 
Administrative Instructions under the PCT). 
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HI □ Non-establishment of opinion with regard to novelty, inventive step and industrial 
applicability ; 

IV □ Lack of unity of invention 

V 0_f Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial 

applicability citations and explanations supporting such statement 

VI □ Certain documents cited 

W □ Certain defects in the international application 

VE □ Certain observations on the international application 
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INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 



Intern. Application No. 

PCT/J P 99/04122 



I . Basis of the opinion 



1. With regard to the elements of the international application : 
KZ the international application as originally filed 

□ the description, pages , as originally filed 

pages , filed with the demand 

pages , filed with the letter of 

□ the claims Nos. , as originally filed 

Nos. , as amended under Article 19 

Nos. , filed with the demand 

Nos. ' , filed with the letter of 



□ the drawings, pages / fig. , as originally filed 

pages / fig. , filed with the demand 

pages / fig. , filed with the letter of 

□ the sequence listing part of the description, pages , as originally filed 

pages , filed with the demand 

pages , filed with the letter of _ 

2. With regard to the language, all the elements marked above were available or furnished to this 
Authority in the language in which the international application was filed, unless otherwise 
indicated under this item. 

These elements were available or furnished to this Authority in the following language which is : 

□ the language of a translation furnished for the purposes of international search (under Rule 
23.1(b)). 

□ the language of publication of the international application (under Rule 48.3(b)). 

□ The language of the translation furnished for the purposes of international preliminary 
examination (under Rule 55.2 and/or 55.3). 



3. With regard to any nucleotide and/or amino acid sequence disclosed in the international 
application, was on the basis of the sequence listing : 

□ Contained in the international application in written form. 

■Ef Filed together with the international application in computer readable form. 

□ Furnished subsequently to this Authority in written form. 

□ Furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond 
the disclosure in the international application as filed has been furnished. 

CJ The statement that the information recorded in computer readable form is identical to 
written sequence listing has been furnished. 

4. The amendments have resulted in the cancellation of : 

□ the description, pages 

□ the claims, Nos. 

□ the drawings, pages / fig. 

5. □ This report has been established as if (some of) the amendments had not been made, since 

they have been considered to go beyond the disclosures as filed, as indicated in the 
Supplemental Box (Rule 70.2©). 
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INTERNATIONAL PRELIMINARY 
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Intern. Application No. 

PCT/J P 99/04122 


V. Reasoned statement under Article 35(2) with regard to novelty, inventive step and 
industrial applicability ; citations and explanations supporting such statement 


1. STATEMENT 






Novelty (N) 


Claims 


3.5.7-13 YES 


Claims 


L 2. 4. 6 NO 


Inventive Step (IS) 


Claims 


5,8 YES 


Claims 


1 - 4. 6. 7. 9 - 13 NO 


Industrial Applicability (IA) 


Claims 


1-13 YES 


Claims 


NO 



2. CITATIONS AND EXPLANATIONS (Rule 70.7) 

<Invention described in claims 5 and 8> 

The inventions described in claims 5 and 8 are not disclosed in the references 
listed in the international search report nor in the references which are admitted to 
be relevant to the said inventions. The inventions cannot be invented easily by a 
skilled man in the art by combining the descriptions in those references. 

<Inventions described in claims 1, 2, 4 and 6> 

Applicant argues in the Response that though reference 1 discloses an antibody to 
Ribosomal Protein L7/L12 of Streptococcus pneumoniae, this is not an antibody 
which reacts specifically to Streptococcus pneumoniae, and reacts to the other 
species of genus Streptococcus, genus Straphylocpocus, genus Haemophilus etc, 
whereas the invention described in claim 1 of the present application is an 
antibody to Ribosomal Protein and different from the antibody described in 
reference 1 in that the antibody reacts specifically to said microorganisms. 
However the substance which the antibody of claim 1 reacts specifically to is only 
defined as Ribosomal Protein (Ribosomal Protein L7/L12) of "microorganisms". 
"Microorganisms" in claim 1 is not defined at all. Thus the substance which the 
antibody of claim 1 reacts specifically to is admitted to be Ribosomal Protein 
derived from "microorganisms of any genus and species". 

Since the antibody of reference 1 does not react specifically to Ribosomal Protein 
L7/L12 of Streptococcus pneumoniae and reacts to Ribosomal Protein L7/L12 of 
other microorganisms such as other species of Streptococcus, genus 
Straphylocpocus, genus Haemophilus etc as well, it is admitted to be included in 
the antibody which reacts specifically to Ribosomal Protein L7/L12 of 
"microorganisms". 

Accordingly the invention of claim 1 as it is, is still same with the invention of 
reference 1. Claims 2, 4 and 6 are rejected based on the same reason in the same 




way as claim 1 . 
<Claims 3, 7> 

The applicant argues in the Response that reference 3 discloses an antibody to 
"purified ribosome fraction" of Neisseria gonorrhoeae and this "purified ribosome 
fraction" consists of RNA and protein whose ratio is 2:14, but does not disclose 
nor suggest an antibody to "Ribosomal Protein" of Neisseria gonorhoeae. Further 
reference 3 does not mention at all whether the antibody thereof is specific to "the 
species or the genus" of Neisseria gonorrhoeae or not. Thus the invention 
described in claims 3 and 7 would not have been obvious to a man skilled in the 
art over the description of reference 3 in combination with that of reference 1 . 
However the invention of claims 3 and 7 of the present application is an antibody 
to "Ribosomal Protein" of Neisseria gonorrhoeae which causes a STD (because 
the claims are dependent to claim 1). 

Since the "purified ribosome fraction" of reference 3 has an RNA - protein ratio 
of 2 : 14, showing that protein is a major constituent of the fraction, as the 
applicant pointed out, an antibody to said "purified ribosome fraction" is very 
likely to be an antibody to Ribosomal Protein. Accordingly reference 3 is 
admitted to disclose an antibody of Ribosomal Protein of Neisseria gonorrhoeae. 
(I note it is unknown from the description of reference 3 if said antibody of 
reference 3 is specific to the species or genus of Neisseria gonorrhoeae.) 
To begin with, it was a well known problem at the time of the filing of the present 
application to obtain an antibody which reacts specifically to the species or genus 
of microorganisms especially when one attempts to detect said microorganisms 
which cause infectious diseases utilizing antigen-antibody reaction. Also it was a 
well known technique to screen various antibodies in order to obtain an antibody 
which reacts specifically to a protein derived from species or genus of certain 
microorganisms. 

Accordingly a man skilled in the art would easily think of obtaining a specific 
antibody to Ribosomal Protein of Neisseria gonorrhoeae utilizing the above well 
known problem and technique in order to specifically detect Neisseria 
gonorrhoeae which cause a STD. 
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<Invention described in claims 9-13> 

Applicant argues in the Response that reference 4 discloses an antibody to the 
antigen of microorganisms which are causative of STD, producing method of the 
antibody and a method of detecting said microorganisms using the antibody, but not 
a reagents kit to detect the microorganisms using the antibody, and further the 
antibody is produced by using an isolated and purified TWAR itself (living 
creature) as an antigen and not a protein or its partial peptide. 

However if we consider the technical common knowledge at the time of the filing 
of the present application, it is admitted that a disclosure of a method of detecting 
microorganisms using an antibody is almost same as a disclosure of a reagents kit 
to detect microorganisms. Also a man skilled in the art would easily think of using 
a protein or its partial peptide derived from microorganisms instead of 
microorganisms themselves as an antigen when considering the technical common 
knowledge at the time of the filing of the present application. 
Accordingly in order to detect microorganisms which cause respiratory infectious 
diseases or STD (when considering the technical common knowledge at the time of the 
filing of the present application), a man skilled in the art would easily think of using an 
antibody described in the inventions of references 1-3 as an antibody to 

microorganisms which cause infectious diseases instead of the antibody disclosed 
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Priority date (day/month/year) 

31 July 1998 (31.07.98) 
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1. Notice is hereby given that the International Bureau has communicated, as provided in Article 20, the international application 
to the following designated Offices on the date indicated above as the date of mailing of this Notice: 
AU,CN,EP,IL,JP,KP,KR,US 



In accordance with Rule 47.1 (c), thtrd sentence, those Offices will accept the present Notice as conclusive evidence that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2. The following designated Offices have waived the requirement for such a communication at this time: 

AE^AL.AM.A^AZ.BA^B^G^R^BYXA^CH^U^CZ^E^K^E^ES^FLGB^D.GE^H^M.HR^UJD, 
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SI,SK,SL,TJ,TM /rR/ir,UA,UG,UZ,VN,YU,ZA,ZW 

The communication will be made to those Offices only upon their request. Furthermore, those Offices do not require the 

applicant to furnish a copy of the international application (Rule 49. 1 (a-bis)). 

3. Enclosed with this Notice is a copy of the international application as published by the International Bureau on 
10 February 2000 (10.02.00) under No. WO 00/06603 



REMINDER REGARDING CHAPTER II (Article 31(2)(a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international preliminary examination must be filed with the competent International Preliminary 
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(57) Abstract 

An antibody for detecting a microorganism whereby all serotypes of a single species can be detected; a method for constructing this 
antibody; a method for detecting a microorganism; and reagent kits for detecting a microorganism. Antibodies against the same functional 
iolecules in cells of various microorganisms, particularly ribosomal proteins and still particularly a ribosomal protein L7/L12, are 
constructed and an antibody reacting specifically with the target microorganism is selected. Then the microorganism is detected by using this 
antibody. This antibody is useful in industrial drug products, in particular, remedies for infection with microorganisms typified by bacteria. 
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®.*<om&&\z.tt-rz>ifc&<Diikm\z. «t y> mestizo ^c^usm^. 
h m <r> & m t 5 b — a 5^ * & * pj ig ^ -r s * * -e m s -e & a . 

#<7}##l£;&£*iJffi U-C^H®^ffi^fT p^S«j^&^^:SU-e# * 

WZ-tttr^mtT ( Chlamydia ) HO*§-8% M # M £t JUl T* fc 5 V * e #$f 
(LPS) <0£tIj£ifej£g£ LT©#S^^]^|iTfc!) (Stephens, R. h ■ 
J. Immunol., 128: 1083-89, 1982, Caldwell. M. D. : Inf. Immun. , 44 : 306- 
14, 1984) . fll&ffim* v Mc*3^T4#t£* ^ 5 *JT V J ^^^^ 
( Chlamydia trachomatis ) (Dfe fctj ffi i£ ^ £t # {d f U /i $ tiX ^ -5 0 

Chlamydia JR O^J^^^M & W (M0MP; Major Outer Membrane 
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© -C S r £ 25 JL m S jftfc © *> 5 „ 

ft'$)5^'y-AISI L7/L12 (Ribosomal Protein L7/L12) t|IL 
fc 0 Ribosomal Protein L7/L12 ttg GR^jfclcii&^fc U # y — £ 

A/T**5 9 . IS^IfflT 1 50% — 65%g^<DT 5 / ^IE?U Ofg IHtt^fillS £ *L 
fiSt^t S^frSr^Jffi-f 5 r. £ & j^ol^ — B^ 
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Ribosomal Protein L7/L12 g6f, g& -7" ^- h\ £fr_tt^tf> 

d T*3§^ o ^ r f¥#IB tziffc -f 5 o 

IE ^ *5 T IE ?U # # 1 XV 2 {4 Haemophilus influenzae 
(O Ribosomal Protein L7/L12 m.Bi^(D DNA IE^iJX V*j"J&-f" £ T % /»E^ 
T-fc5„ SBJU#-5§- 3 St; 4 fl^ V = ^{7 9— k"D y (Helicobacter 
pylori) <D Ribosomal Protein L7/L12 sUH^CD DNA lE^'JX V>tfJfc"f -5 T $ 
y & SB #1 "C fc 5 o IE ?U $ -S- 5 XV 6 f4 Streptococcus pneumoniae 
<£> Ribosomal Protein L7/L12 itfc^O DNA IH^'JX V^tf-JE^S T 5 J 
T 1 &> 5 o SS # -*r 7 XV 8 {4 Neisseria gonorrhoeae <D Ribosomal 
Protein L7/L12 m:B + <D DNA WZ&lRXfittJ&'f Z>T ^ / KE3?0"C*> 5 0 SE^iJ 
#-*§- 9 XV 10 tt-^-C ir y T *=.ls*?^&7. ( Neisseria meningitidis ) 
© Ribosomal Protein L7/L12 3H5-?-£> DNA SE^'JX Vj^/fct" -5 T $ / ^iS^U 
Tr£>5 0 SE?'J#-*r 11 XV 12 fit Haemophilus influenzae a> 0> Ribosomal 
Protein L7/L12 iHS -^P <D Bjt # ffi ^fr_ PCR (D:/^^ — DNA "C <5 e IE?!J 
13 XV 14 {4 Streptococcus pneumonoiae b <D Ribosomal Protein 
L7/L12 3t£-T-©I&#{;:/BVNfc PCR ^7°^-r-v-— DNA T?fc<5. 15 
XV 16 It Neisseria gonorrhoeae t-> (D Ribosomal Protein L7/L12 Mfe 
s J-<0'&&\Z.m^1Z PCR co^^-Y-v— DNA -e*>5 0 SE^iJ#-^ 17 XV 18 fi 
Haemophilus influenzae a>fi>BgjftI,fr Ribosomal Protein L7/L12 iHS^ 
O DNA IE?iJXV#J&1-£ T i- / ^gEJiJT'fo 5 0 IEJiJ#-S§- 19 XV 20 (4 
Streptococcus pneumoniae fl^PsBgiSl^fr Ribosomal Protein L7/L12 jft-fg 
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tlftV^S Ribosomal Protein L7/L12 £ 6 SC K*J"f -5 fctft <Dm^ > -<^^S 

V^tt^ge-»4r-?rO** % ffcteKLH (keyhole-limpet hemocyanin) ^ 
BSA (bovine serum albumin) £ o 7c: =*r -f V T H & K t b Id 
j£CT7 i?a/Ohi:t teKjffc^ &«i*r l & x •£ CO jfc if m JR -f 5 £ £ 
T* Ribosomal Protein L7/L12 ISH^rE^-fS^ift: (jK y ^ n — ^-/u^t 
AO £^tf£tJliLilf«r^5 3. ^^^tjkffii 9 ^i^Sr»^ Lit 

*L^ 0 ^fc^gfiMcD^g^ fcteT $ y @£ 5 3lgJ^±, If L<li8i 
g:£X±<D&ft-<7^ KS: GST (^^f t^-S- h7>^7x7-f) ft 

wit,-C#5 0 Efclr (Antibodies a laboratory manual, E.Harlow et al. , 
Cold Spring Harbor Labolatory) \Z.*fc £ ix # H 0> ife ft If Id 31 ^f- ^ 
n-^y^g^i'cj; 9 #g|£n*:-f Ay ^ n ^ y ft £ & JB v T , He 

^H^O-v — # — £tJ£ £ LTfflV^S * £ 5 Ribosomal Protein 

L7/L12 MSfClcttl-sfctffcte, WTO 3 o<D#&fc£ Wi^CDftlo^cD 

a) Ribosomal Protein L7/L12 oaHH^IH^J^o «t TIT $ y KiB^J^UEftl tf> 
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Ribosomal Protein L7/L12 <D ±& S 6 W^ftlS £ * -5 tbU±i&) HQ T* 

c) £> 5 VMS Ribosomal Protein L7/L12 O T 5: > IB ?U ^ £p t£i%<£<D%\\ 
^^Si LT, gE£fl£> Ribosomal Protein L7/L12 05 T ^ y g&IE^'J <£> 5 *>tS 
^feBa-C«#$*T/TVN5#jiBBa?!lgP^tC*ia-r5 5-30 T ^ / m<D&J&^< 
^ KSrflM&U ^O^^f KIE?U(C# L^&O y ^ u —- ^/Hfc 

^t-*jfM£*Lfc Ribosomal Protein L7/L12 S fi JC £ 3 w t & X' # 5 „ 

9 Ribosomal Protein L7/L12 S S If O&ffi |?3 £ LIS SIS 6 

£i:as-?#5 0 #^Kfc*fM Ribosomal Protein L7/L12 £ 6 Sttxlg 

l b) i: g ttoi&^tote/ftntofcisjfc-r s/N-r 7' y k-^&5^«:ji« 

y * □ — "*-/Hft#£®&-r 5 r t let 9 g ifto£t#:£5i#i-3 - i; 

<5 o 

StifS a) ~c) * if (CI «fc o T8t» 1^*3891 fcl*3 ** 5 #@^[^#)#^ 

#<D-f Ay ^ n-r «^.S^t> L < te3§fiitg£;f -TS^^. SfcttB* 

mh U< f±£##-?7-'<^ Six £ KM J£ (capture) 
Lfc^^fijScS^-ft if -y-^ K-T y y ir-f ft if gEfciO^T O&gE 



WO 00/06603 




PCT/JP99/04122 



ol^T 5-30 T % ; m<D&i&^<77- KSr-a-JSfe L^CD^;/^- Kt^tS 
Haemophilus influenzae JJ ^ n — -t/^tfifch -5 / ^ n — 

«Md# y * n--*vu £g VtcW}^)<Dmitm^ Protein A # 

S Haemophilus influenzae CO Ribosomal Protein L7/L12 W&W(D 
DNA E?!I^e> N C ^^OiB^iJ^7c{c bfc PCR -7-, GlIx-tiEE?!) 

: 11 Xt/ 12 (C^-r PCR -^-^IStf L. •£ CD *@ Pitt £ f U 

JBLT, &ftl<P^feK: jig yy Haemophilus influenzae CO J: 9 tom 
A DNA ZWWb LT PCR fe^^fci t)i9#gL-C< 5 DNA Bfftf£J& 

*f L , ^co^f^co dna i/— ?^>*mm%mVr-tZ>zklzJ:y) 

Haemophilus influenzae CD Ribosomal Protein L7/L12 3S ga®05:£S3H5 
?X#Lfc Haemophilus influenzae CD Ribosomal Protein L7/L12 iH-fs^F 

GST Srffl^fcT^ ^ = 7-^ ^ 7A"C»fit5 - £ \Z X V , 
Haemophilus influenzae CD Ribosomal Protein L7/L12 3f 6 K £ GST h CD 
^^.-^a >S6Sr*s^^tL5. CCD^SKSr^cD-i: £ x &>5VM3GSTgB 

«&0>/W 7'i) K — -r&mS. Haemophilus influenzae SftfefrVMAM 
(4 Haemophilus influenzae CD Ribosomal Protein L7/L12 g 

*fc Haemophilus influenzae t mmiZffrm mm& J- LTilft 
Si ^ Streputococcus pneumoniae Id o^t t Ribosomal Protein 
L7/L12 Ifil©75 / 16 IB 3*1 DNA IB?IJ ta^ — * * ^ <DfE^ J: 9 
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Neisseria meningitidis CD Ribosomal Protein L7/L12 (DW 6 Kitfe^?- (C 

"Cfe-5„ r CD Neisseria meningitidis CD Ribosomal Protein L7/L12 atfe 
^O^^SiE3?iJ*5 <tt^*t^1-^ T ^ / ^IEJ(J£IE?imiE?iJ#^- : 9 RTf 10 
(c: ^ "f o w w *C Neisseria gonorrhoeae <b Neisseria meningitidis 
CO Ribosomal Protein L7/L12 jHe^CD^^SIE^J £r Jt^i"5 t T 5 / g&IB 
3aj©#*ft3*B#ttN3eflS&;&>P> 115 # g CO T ^ 7 m ^ Neisseria 
gonorrhoeae tt77 = ^-gfe5(QK^LT Neisseria meningitidis CQ^j^- 

Neisseria gonorrhoeae S^^lHUC^ffi-rS^ Neisseria 
gonorrhoeae cp Ribosomal Protein L7/L12 WSWIrLifctesZ^-t 
Z> Ribosomal Protein L7/L12 Sfif O N 5fcSBj&»e> 115 #S COT^ — ^^.t^ 

— hf-CfTS^fciSffiTfcS ELISAfe, gE#CD^ Ay ^ n-^ hfe, 
tcmtjiteb itl: capture £it& X&W. L 7c Igft^ * if ir >- K 

fet^^eK$r@+ifc5^«^tg^-ejf^i-S capture fctffci \-XmmV? 

5 -So 

£1 T co #| t± # * 9§ £ ft W t d & W -T 5 #> <D h <r> X&> o T * ?g ( c o v 
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fco mm^mttCD^y? t — % 5/iK &m\zmM<D dNTP mixture 4a* 1 
£ IE?iJ«cie?iJS#-?§- : 11 ^^Lfc^^aJ-y =rjs * K A &U*I5?iJ^I2 

3&JS*-^ : 12 fCTjK Lfc^ y ? U^r^- K B ^^^-e^L 200pmol MiL. ft 
50m 1 t 

TaKaRa PCR Thermal Cycler 480 SrJB^T, 95*C 1 £\ 
50°C 2£\ 72<C 5 1f.Y*/U?Tofc«, 95^ 1 60<C 2 £\ 72^ 

3 25 ^^tTofCo PCRMtfeO — SB&.l. 5%T# n-* **/nf»-e 

^»TT?««L t 400bp CD cDNA ;S*i|iii>ij$;f'L""CV , »<5 ^. k. %$fiW- \^tz. 0 £ 
h izmmmm BamHI *5«fct*XhoI -eijUe&r&m^ l. 5%7^n~^^n^t' 
®^®j£fT<^^- i?VJ*zfv K^&fe&j 370bp K^/i^fe 
WVmisX SuprecOl (£Mit*±M) miRtf^ * * -"Cfc 5 

PGEX-4T-1 (Pharmacia tej|fl3fcj& A,fcf 0 IrJ^< ? * — @ ftjcDiUS^ 

»ftf &JBS*fBII&l¥3*1J->f h ^m^iZ^tf £ t V GST Ifif i:C7a- 

£r#Wiwfi x ^<f? — P GEX-4T-1 £ DNA t ^ (D^r /Uktfr 1:3 £: t£ 
5i?CSf^tT, T4 DNA (Invitrogen |±M) ^T-<^* 

-(C DNA ^la^-ii/ufCo DNA ^#A^&£;ft<7~-<^ * — P GEX-4T-1 ^^HI 
One Shot Competent Cells (Invitrogen %tM) In 31 45 3* A L % "> 
U ^ (Sigma %t®l) 50/zg/ml ^t? L-Broth (^S5t*±M) ¥@M*g±&tf> 
^-McSft, 12 Str^SI 37 c C(C^tt |tittfc=o=-^4|f^ 
JtftU [rIM^OT > f>> y >-£^tf L-Broth 2ml lift ;tf<t»:J\ 

(Promega *±SD & m ^^X (DmWWlCfe ^ X 9 * 5 K&#*tL, r. 
CD:/ "7*^ KSrfjjiJPSgflf BamHI/XhoI iCT^fbtt, 370bp <D DNA #§0 

oai^t<5:i: t?r pcr SMm^&^nxv^ r <b mm 

#A DNA 26 IE ?«©efc5£ fit , Applied Biosystems %h3K CD^ft S" — 
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B-d(-)-7-*tf7 f h f 7 / is K(IPTG) 550 /xl Aft 4 B#Ffli#ilic[H]ifc L, 
250ml fol;tfa- ^tc^ixT 7000rpm, 10 ^f^'k Lfc c ±^^£r^ 
TT50mM h y ^ (Tris-HCl) pH7. 4 N 25% ^ ^ n — * (Sucrose) 
Lysis ^yZ7r— 25ml To L fc 0 

£<btC, 10%7^7^^ K P-40(NP-40) 1.25ml, 1M MgCl 2 125/zl ^rSn^L 
"^^7^7^ s/ ^'{C#bfc 0 1 #!BJX5 EI*?^-? sonication £ 

^1£L, 12000rpm, 15 # IS! 3£ & & _b ffi * & 0 ife Lfc e 

ft*-, y ^&jffi»±3£ift7k(PBS)T*=i a =-^^U^c^/u^^^- 

20mM Tris y 37 t — pH7. 4, 4. 2mM MgCl 2< ImM is^Jrx W h 
/u (DTT) 7A*2^y K# V a - A b fc c 

5mM <D?/U? ^Ir^^^tf 50mM Tris y 7 t — pH9. 6 X-Mtii #i® U 

Bioradfr) TtffiU ^ > 7 7 ? is s ^ L fc 0 fcftfcffiMR GST 

7 ~ — 3 ^ Ribosomal Protein L7/L12 g 6 K^^^fi*^^cill^{- «t K) 

[HM 3] 

Haemophilus influenzae <D Ribosomal Protein L7/L12 Og 6 K(-*f~t~ 

£T !7 * O^g^oV^TIt Haemophilus influenzae GST 7 3. — 
a > Ribosomal Protein L7/L12 g 6 K£t Jf! 100 jug £ 200^1 <0 PBS 
^t^n^f > htf^i/^y — F7.^a/^h^ 200^1 j&D;liB£», ^-^/u 
^3WbL*L*& 200^1 SrffilErt^aJW Lfc e 

ft^&ttU SG> KIOSKS 14j1W^^ 2ffiF*SofitjK3i-^/Wi?3 > 

TClo 

9 ttj $ ^<Dmmm m\^m x.'wum.nm 2xio 7 {®£- 
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Jfc b GST SSftfcttSlS Lfcl^Rttfrai/uas jLVfcf £H Ribosomal 
Protein L7/L12 £ 6 « 5 fct&^-a * tbT ^3 £ £ #¥U93 bfc„ 

Hf\ HAT J£*fi-?J&£Lfc 0 b gfc^ig % &M£Sc#^ 20 fc/ml fcft 
5 £ 5 HT Jffjft-eftlR b 50/z 1 HT bfc 6 ffl^^"^ * ffa 

mmm io*m 1 96 x&m-^u- h <px*m-s-'&. 7%co 2 «&#t, 37^1? 2® 

HJ£*Lfc 0 i§*±^*<^#^t££fu3£<D ELISA 

t, Ribosomal Protein L7/L12 ISf i <D RfoWb HO i& b fc „ 

-v HIRB-1~5 COff- 5 * n — bfc 0 

. [HJgtfiJ 4] 

Haemophilus influenzae CD Ribosomal Protein L7/L12 g 6 K £ ,RJ&-f~ 
5^7^ n — -^-/V^tffcGD Neisseria gonorrhoeae jo <fc t^lfc £ COS 

^{fcftfcira: RPMI1640 JfFtf! (10%FCSA<9) Srffl ^"Cifcttitil b fcSSJS £ 
*> b& 2 fflKt&m 0. 5ml coy y ^ ^ >£:iftigf*JK:SEJN- b fc Balb/C ^ 

^^w^ii^rt^ 5xio 6 ^ (pbs if") ajwu, 3 ara^K^sruuix b, ^ojs 

Ix# bfcfeiffc-a^^iSr Protein A*7A (5ml ^<yK, Pharmacia £t) K 
PBS -C 3^<>y K^Jfy rL — i^gfe^b, pH3©^^S^y77-"^ 

rco5^co^-r^y k— -vs^co^ y ^ D-t^s^^iv^T elisa & 
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Haemophilus inf luezae 
Haemophilus inf luezae 
Haemophilus inf luezae 
Haemophilus inf luezae 



ATCC9007 
ATCC9332 
ATCC8142 
ATCC9833 
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+ 
+ 
+ 



10 8 <@/ml feliimM 



Neisseria meningitides ATCC13090 

Neisseria lactamica ATCC30011 

Neisseria mucosa ATCC35611 

Neisseria sicca ATCC9913 

Branhamella catarrharis ATCC25240 

Neisseria gonorrhoeae ATCC9793 

Escherichia coli ATCC25922 

Klebsiella pneumoniae ATCC13883 



( + ; stf t>T j 7\ - ; * iS^r 4 zf) 



Streptococcus pneumoniae fa h <D Ribosomal Protein L7/L12 Ja {5 ^F- <£> 
Streptococcus pneumoniae IID555 (M^i^^^.^-^W^ZWf «t V ft^, 

at a) ^jkmm^mm±icmm mi t tzm, j — 37°c 

-e 48 mmmm-fZo ^wufc = 5xio 9 cFu/mi 

^ctpll TE Buffer Hiif?, c ftffa 1.5ml fclfciahfr^a — LBt 
*) lOOOOrpm T 2 ^W3S^U, ±1^^1T5„ ttmUft* 567/2 1 <D TE 
Buffer Z> „ 30 ul <D 10%SDS b 3 u I <D 20mg/ml 
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6P-1 (Pharmacia A, f£„ IrI -< * * — {3 g ift tf) atfc $f >f £ 

mmtemmmmD-^ hizm&&ts>z t ku: v gst m&w t<D7~-i? 3 > 

^r^^JfClfi^:^ ^ — P GEX-6P-1 t 9c<D DNA £ Sr-t # 1:5 £ * 5 «fc 

5 T\ T4 DNA U # — -£ (Invitrogen tfcfi) MT^** — tt: 

DNA A^^f 0 DNA ##£^& * ^fc-< * * - P GEX-6P-1 £*J3§® One 

Shot Competent Cells (Invitrogen ttlSO (Cat'g-^^Ab, 7yf5/JJy 
(Sigma ttg) £ 50/zg/ml -g"tf L-Broth (^jlatttK) ^mM^mtD^U 

U lRl»flE©T>f^y ^^r-g-tf L-Broth fgffcigtfe 2ml Icffifctttt. 8 B$ 
RB g£ 37*C "C? S £ 5 L , ® # £: [si J& L . y f - K 5 ^T'Uy 

(Promega *t§g) *ffi^tHS#OK?ltfcto-ry 7^ $ K&#SiL* C 
0^7^ 5 KSr#JK»* BamHI/XhoI CTifkLT, 370bp <D DNA 19 
ffi£*LT < -5 -CJR PCR M^J^^^JL^-i^^^LTV^-S C <k titft $ 

J¥A DNA #r Jt S IE ?ij<73 Applied Biosystems *tS©^7fe~>~ 

* ^ — Irffl ^ t ^» Lfc„ ^3L>^-^>-^/K7>gfli4tt 
PRISM, Ready Reaction Dye Terminator Cycle Sequencing Kit (Applied 
Biosystems ttSS) t^T^ff o fc 0 0. 5ml ?§.<D~*<< $ u f- — zf IZ 9. 5/i 1 

O^/fc;* h -y $ ^ x 4. 1 <£> 0. 8pmol//z 1 T7 :7° n — * — ~7 ^7 4 ^? — 
(GIBC0 BRL fcLSD ay 6. 5// 1 0. 16 u g/ u 1 (D^>— *3^:xJ8i&M DNA 
Sr^T^ 100 Ail 96°C 30 ?>\ 55<C15 

#*5«fcU? 60*0 4 1 PCR ±t"l>SSJ&£ 25 * Asft\,^ 

4X:x~ 5 ^IWftiaL*:, RJ&&^ 80^1 (D^®»MtK a. U , is4> 
7>KSL ZKDi&m* 3 H]<D^ a y w_ ;V . ^nD*;l/A|[ti^tTofc 0 100/z 
1 OtKS{C 10 jal 3M SSt h y !7A (pH5. 2) *5 «fc tf 300 a/1 
>*'£Jn;iT*#& x ^ffl, 14, OOOrpm izx 15 ©jS'frSrfT^efcJK &IsIJfc 
tfc„ ifcKSr 75X31* /-/u-egfcH^ JCSTfC 2 ^WJ»« LTRfll 

ufc„ v^-^^T'/uti, 4/zl tf> 10mM 
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K> GST Ribosomal Protein L7/L12 3 eKSB#j&» fcSO 0 Bt Lfc„ 

fr[Z. PBS T"=yf>f ^a-y^tt^/W^f t>t7 7 D-7*7^C 
^J^^^il U, aiaa^SrlHjiR U, $ ^ PBS 1 -< y K^U a-^It, 
itlfclHUIXUfco MLfc»» Ribosomal Protein L7/L12 3 SSTOjifiSW: 

tf^^^O^SICO^Tii Streptococcus pneumoniae <D Ribosomal 
Protein L7/L12 SSK^Jli 100 Mg £ 200^1 <D PBS u y( ^ h <D 

= — F7^aA> h £ 200/* 1 toz-m&, =^^r;W 3 ^it Lfc^ 200 

u 1 Sr&IISrtKl&ft Ufc„ $ feti. 2 iiM^, 4 IFIt, 6 5Sra'^t-P«^3i 
•v/Uv 5 3 >StH^|g^F^{ca^ Us £<b^ 10 14 aiW^^ 2 ffip» 

m.<omm=^^^^ a ^£Kfl£f*J&#t U 3 B^t-JBWSr^O 

m u «Bjiaia-a-ni«ufc. 

*SSBWlwBt <9 ttl Ufc-v SB 1I& 10 8 U#MJ3f£fflJ§£ 2xi0 7 flS£r 

#9*^- a — -f\L^L K) ^g^Ufcm 1500rpm T 5 #K3S'fr U±^£rf?£ 

ME&m&^&m Ufc#ffJSjBBJjatt NS-l o #w na ffi 10%FCS 3:^ 
tf RPMI1640 i^±feT-ig# U, #fflJi&ffi!^ <D 2 M M fu a» 0. 13mM CD T if if T = 
>\ 0. 5 u g/ml CD MC-210, 10%FCS tf RPMI1640 i& Jfe T 1 51 $ 
ibfd 10%FCS ^r-^tP RPMI1640 igi&X" 1 i§|ii]&£ U tz h CD *m l^fc. 21 U 
^SUai^^T'/HC 37°C(C^^Ufc 50ml CD RPMI1640 30ml *P X. 

1500rpm -eil^X ±®^-^5fe^ 37 < C^^?^U^c 50%# V =-f~\s^ify =i—;V 
& 1ml in x.8fc U < U fca* £ 2 ^W^S^, 37°C^^?& U 10ml 

cd rpmii64o mm&im * h-e&gu ^ttiL^^^^s^rii 

U< »#iE£>U*: 0 

lOOOrpm X' 5 $ <b 30ml CD HAT US £ #P *. ffll US 

3ft 5Xl0 6 ^/ml X o fcffiKU»#*Sf — 96 h§i*S 

0.1ml T O^-SU 7%C0,^#T\ 37 0 CT*i£*U, 1 BS, 131 
m § % 2 iiPfl g HAT *£±t&£ 0. 1ml "f -om±ti 0 
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Mrft&JlZte RPMI1640 tgi&(lO%FCS A 9 ) ^rffiV^T^ift^^ L fc Iffl 5& £• 
25cm 2 if £7 7 * =i tf>-C 2X10 5 ffl/ml % 3. 3 X 10 5 mRXf 5Xl0 5 fll/ml m&lZ 
Mlto.mi&mzTft&. 5ml t Lfc c 7%C0 2 , 37"CT 3~5 BNJig&3 

iliRL, ftH-fftfc: 2xi0 5 i@/ml 3~4 P 2xl0 6 <B/ml 

(dlfflffi^*^ 96 yt^ U — h if T*^ n >^^^t^, i#5g^^.< £t#:«<7} 
i*^ L-fco LfcSfflflSS: 24 I — h X~#m £ t> <D £• 

25cm 2 mm 7 7 * = 4> -C 2xiO s ^/ml 5 (CMlkft^ife-e^ L 

10ml i: Lfc 0 wtt^r 7%C0 2> 37 < Ct? 3~4 0 L ixi0 6 #l/ml * T* 

±f?t Jtfct, 75cm 2 i^#7 7 * = El 1 X 10 6 fi/ml's 100ml 

37^:^2 B^tt, ^JfiL?t^±fi 200ml ^X.^ ^>(C 2 BJg^LfCo ^ 
4 100ml <o Bskm^ M & mM L x 2 Bi#*L#* 

400ml (Dmskmmm^^m^ ^ hizm 6 BiS^Lfc^, L 
10000rpml5 &<D&folZ. J; <9 S «j £ 1~ 5 fcifr t?*&*_h?j| 4- L tz a i% 

m±ma o.i%Ti?ity — -tfmua& 4°ct^#l/c 0 -/tat 

100ml 4- PBS "C 5 fgd^lR^ ProteinG (5ml y K, Pharmacia tt) 

PBS X* 3 ^ y KsKy a-Ai5ttL, pH3 (D^xy^ y 77-t* 

#fi#$t¥ 7-509565 -§-^$RK:lE«$jh,-CV^ OIA&KlJ; 9Mb/c„ 

- 1- fc> *> oia Siilfbaioiii^to^y 3y^i/N-± 

capture ffl ijCft: Sr^Jfc $ £ ffi £ ft^M L , i ^ US <fe S "t" * 
^»JRtt«»c J; 53t^p^&(D»$^ J: D > ft IIS ia3fciftf;:¥ij 
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10 6 flil/ml &tij*$£l 



Streptococcus pneumoniae 


ATCC27336 


.+ 


Streptococcus pneumoniae 


IID554 


+ 


Streptococcus pneumoniae 


IID555 


+ 


Streptococcus pneumoniae 


IID556 


+ 


Sttfint ornrriK nn pnmrm -i & 


X 1UOO / 


-r 


Streptococcus pneumoniae 


IID558 


+ 


Streptococcus pneumoniae 


IID559 


+ 


Streptococcus pneumoniae 


IID1603 


+ 




10 8 fl 


I/ml 


Escherichia coli 


ATCC25922 




Enterococcus faecal is 


ATCC19433 





Haemophi lus influenzae 


ATCC10211 




Klebsiella pneumoniae 


ATCC 13883 





Neisseria gonorrhoeae 


IID821 





Neisseria lactamica 


ATCC23970 





Neisseria meningitidis 


ATCC13090 


— 


KCpnnArnrinCl Q aDrnrn' rt r\ e* n 

i acuuuuiujidi) ocxUft 1I10S3 


AIuLZ iobo 




GroupB streptococcus 


ATCC12386 




Staphylococcus aureus 


ATCC25923 




Streptococcs pyogenes 


ATCC19615 





immm 7] 

Neisseria gonorrhoeae Ribosomal Protein L7/L12 alte^ <D ? n 
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t te&th x^tzmm^m^m^ • 15 ^ Ltca-j&z. ? k e Rxfmw& 

IE?"J## : 16 IZtjk Ltc* V = ? u^}-^ K F ^/n — 7* £ VX^ti^tl 
200 pmol ^r^D^L, 50/z 1 £ Lfc 0 

wtO^-^^j^r, TaKaRa PCR Thermal Cycler 480 §rffiV^T, 95^ 1 $K 
50^ 2£\ 72"C 5 ^-T ^A-?r ofc#, 95<C 1 £\ 60^ 2 £\ 72^ 

3#£r 25 -fr^ ^^^ToTbo w<D PCR M^XD — U^ 1. 5%T # n — * <?vnf» X 
m^^Sb^r^TW ^^v 5 ^ A^n^-f K ( B ^v 5 — ) JiT^fe^. 
MTT'iiL, #j 400bp O cDNA 2SJf4B Stiffs £ <b Lfc e 
£ £>KftiJ&gg£l?t BamHI jo J; IF Xhol T'^lrMIi, 1. 5%T # n - * ^ 
T-tt^^Itj^r^TV^^v?^ A^a-^Y R£fe-fe^^ 370bp <75^ > K 
f>ijO«?aibT Suprec01(^ffi5t?±M)T"«M^, mi£ ^ * - 1? & 5 
PGEX-4T-1 (Pharmacia §g) \Z As tz 0 M,ft&) ^ * - pGEX-4T-l 

DNA <t ^r^rO^e^irb^ 1:3 5 (-^if ^t>^X , T4 DNA y 

-if (Invitrogen *±®0 T^< ^ * — DNA Zffi.&-i& A, td 0 MA&m?*& 
t.tltc<? * — pGEX-4T-l ?:^J®®0ne Shot Competent Cells 

(Invitrogen ttm) f-fte^^AU TVfv-y^ (Sigma th^) £ 50/z 
g/ml ^-tp L-Broth (^Mit&M) h fcS| # , 12 ^TflS 

^37 < C(d^gL, m.tiX # =t n -~- Zmtt&m&L ¥\^fe<OT>t°i/ 
<at? L-Broth & ft 2ml tdfii;ifl-U\ 8 Bf^m^ S?^^!:^* 

U ffi#£:!H]i{XL, ^ ^ if — K 5 (Promega *t§!0 Sr/B^T^s 

tt^tfci^Ki^oT:/^ ^ 5: KSra-rau :o/7^^ h**mmmm 

BamHI/XhoI "C ?f3 -fb IT, **j 370bp <D DNA tfS§J 9 tti&tbX < Z> ^ b xm 

ll^-ii^tLTV^5 DNA O^SiH^iJ^^^r^Tofec 

*¥A DNA KfrtfOMSSEJiJc^&r^te, Applied Biosystems ^tM^myt — 

PRISM, Ready Reaction Dye Terminator Cycle Sequencing Kit (Applied 
Biosystems £fc§5[) Irffi^Tff of;„ 0.5ml ^O^^ cr — 9.5 m 

1 h^S, 4. 0 At 1 O 0. 8pmol//x 1 O T7 7°u*- $ — -? =7 4 — 
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Mft<D X o K UTlSHLfeBttM -f V h'-^mm GCRB-3 ^fflVN-C^^ 

RPMI1640 (10% FCS A <9 ) t^Titeft b 

£&ib;6>C«> 2 ii^HutC 0.5ml y * * >£JgJ^rt^&tt Lfc Balb/C 
^ 5X10 6 1@(PBS *)S:ttU 3 ilfcmKTk^lUJfcL. ^Oil 

'£>±il^£3X# Lfc 0 &#L/c£t;#^«£ ProteinA (5ml 
K, Pharmacia $t®l) PBS T? 3 ^< y K^U^-AjS^t, pH (D 

*=z-^&L/*y y t — x*mm l, ^t^7 7 * *> 3 ^^ihjux ltw :/ y k — 

^(DiltS^y^n^t^^ifc. - © GCRB-3 :/ JJ K — ^ S 5l5 
tf>^/ ^ -^yu^tflc^^v^T ELISA&d J: 9 HPffiLfc, 

if (Sigma ? KV I ) &JB^i£^K:ttW3g S-T-fe^vi^sJ-ftlfeN- t 
h'B^v^;«>W ^ K&ffiJB L Analytical Bio-chemistryl32 (1983), 
68-73 (cas-<btLTV^^^&^^oT=ffofc 0 ELISA K Kl *3 T fit 
0.05%<DTi?fcy — PBS «fMw*gfl?LfcrfT|R0>£t#K#!; a— 
/U&fl: (^t^ n * * y M±^ * 10jLtg/ml aiS-eftJKLfeiKS- 

lOO /zl fo 96 ^7° i/— h <DSij* (d^-a U 4rT' 1 BfeM 

±m&f£3z&, l%tii7/uy 5 >-^?^(PBS ^)200/z 1 ^^JDU^jaT* 
l^fKSJSL^By^y^Lt. ±m^^*^gfe#^ (Tween20 0.02%, 
PBS)-?i5fc#U ^ <^ iK: # ^ CD 0. 3 Triton X-100 

K «t 0 ^?ST' 5 #Ra»aJtfcfl5£« ifr Lfc&IEifcS: 100 jul SrflllJl^iaT 

v/^ — Ribosomal Protein L7/L12 tfH$m £ 100 ju 1 An;t^$&. 1 
^IfflS^Sr^Jfi _t?l^£:|5&5!i L £ h lcit^^tSc# L TMB 
(KPL&) * 100 /zl -f o^D^.M?£l? 20 MJC, IS&^ IN OiKEK*- 100 
Atl $S#P b T Z£ £• it L ( 450nm <£>5£}fc Lfc„ 

^ 3 (C^-TJ; 5 te»*«KfK£fcfl:£ LTa^T :/ y K — e GCRB-3 
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Neisseria mucosa 



ATCC35611 



Neisseria sicca 



ATCC9913 



Branhamella catarrharis 



ATCC25240 



Haemophilus influenzae 



ATCC10211 



Escherichia coli 



ATCC25922 



Klebsiel la pneumoniae 



ATCC13883 



immm 9 3 

Neisseria MfeMtfltn. Ribosomal Protein L7/L12 I&f ^/^n-t/l' 
Neisseria gonorrhoeae IID821 tfc (mj£*^l£f^W2SBT £ K> ffi 

ftf- 5X10 9 CFU/ral bu %. t£ 5 J; p fd TE Buffer (dJg|^-rs o ^<D?*5&J 
1.5ml U^t «9 lOOOOrpm "C 2 ^^1^1, Jt?l^£r 

iT5c et^lfB^-^r 567^1 CD TE Buffer I? $11- 5 0 $ h 30^1 O 
10%SDS i 3^1 <£> 20mg/ml Proteinase K fl£ £ flfl ;l T & < 1, 37 < CT' 

^o-^-f K/0.7M NaCl 80 At 1 ilSs J: < L fct& 65T:T' 10 # 

F B Hy^a^-ht§ c 24/1 <D 2 u & sfc/uj*. — i yj 

^a-^jg-g-^Sr 700 ^1 An*..]: < £ ^^aefclRSiS'frfll-C- 

^OOOrpiiu 5 (4^C= > h o — /UT)aI'fr*&3g L tz&. ^JiM^SrSf b 

^i^'DW^^-To ^Tw(c 0.6 {^Sco^f V 7* n / V — /^^rAOx.^^- — 7* 
«t < ®oT DNA (Dttm&l&J&'tZo & DNA it J£ £ # 7 * *l < oT 
lml CD 70%=.?;~ji> (-20X:^Kimvtit>CD) & A o fcSU Otii'^f Id 
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DNA *m.*&/vtz 0 DNA tfSjf&^fc£;h,fc'<* pGEX-6P-l £*J3§® One 

Shot Competent Cells (Invitrogen &M) {Cit^^^AL. T > t° is }) > 
(Sigma ttm) £ 50/*g/ml ^t? L-Broth (^rSitttM) ^HM^i&O^U- 
- M^Ht, 12 Hffcm^ 37 e C(C^aL, m^Ttfc^ n=-£4&flp^5i#l 
IrI^^OT^ t°->y V^^tf L-Broth mfolgm 2ml ^ fil £ tt tf\ 8 B# 

(Promega *£SO Ir^^TiftOlBJilc^oT/y^ 5 K£r#$tb, ^ 
<DZf?** K^ftJPgHSf BamHI/XhoI Ctiltlt, ^ 370bp (O DNA 9 

tti^tLT< pcr s^m^&^tL-cv^ - i &nwv. mwz 

*f A DNA Iff >f O i£ S IB ?U Applied Biosysteras ItM^I&ftv' — 

PRISM, Ready Reaction Dye Terminator Cycle Sequencing Kit (Applied 
Biosysteras %kM) Srffi V^T fro fc e 0.5ml ^iDv/f ^ nf a -^{c 9.5 /z 1 
<^S^^ h -y 4. 0/i 1 (D 0. 8pmol/// 1 0 T7 T'n^-^-y?^ v- 

(GIBC0 BRL ftSSO Rtf 6. 5//1 O 0. 16/zg//zl <D ^ 31 > ^ ft mm DNA 
Sr^PiT^^ L % 100 ul <D 5: ^ =7/i>*4 /^£SJ1^ 96^ 30 fj\ 55°C 15 
60^ 4 1 i^-^ PCRittl^S: 25 -^-f ^/ufri^ 4°C 

t* 5 &m&uisti 0 80^1 <Dmmmm*$:toz-xm&v. m^^-m 

^(D-foM*: 3 &\<DZ7 =z / — ;v - ^nn/jN/Ui^iriSrfTofCo 100 ul <D 
tKS^ 10 u 1 <£> 3M ffiWt-f b V $ A ( P H5. 2) *5 J; r* 300 1 ox^ J — 
anx.Tjfc#& N mm., 14000rpm CT 15 #K<D3S'fr£m^$5fcJK£lE|Jfc Lfc, 

^ ^i/^ffif-^T'yui tt„ ^-^xyxfy/zHi, 4/il CD lOmM CD 
EDTA Sr-g-fr */l^X 5: Kt^gLt 90^, 2 #P^-C^t£^, ^KfT^iPL 

#£>*Lfc 4 f@CD n — x^^j i jgcDie^iJ^ PCR fcLfll^fc^n — ^ £IE?U 
CD *B IrJ-& # £> 15 $ £ ( c M CD ^ £ & , $il x. f3T Haemophilus influenzae 
CD Ribosomal Protein L7/L12 Ifi^E^J t #3? \Z.UU b it DNA lE^J^JLl^ 
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-7!>^©^g|Co^Tli Neisseria gonorrhoeae <D Ribosomal 
Protein L7/L12 100 m g £ 200m 1 <T> PBS l^mffife? v 4 > h 

= VT'y — h7v?a^y h £ 200 1 Mz.m>&, zz-TAsita Wbbfcg 200 

^1 zm&ft\c8L& Lfc„ $ 2 4 ara^, 6 ii^^mo^ 

■^/u^a ^StJSSrKiert^a^ U 10 fflWJgU 14 l£ 2 

^7^fa-yt50 &< ^-^Lfc^ 1500rpm "C 5 #1183*^ L±fi^ £3* 
fallS»^te&JB Ufc-frftllSBa&ra: NS-l 5RO«fflia**S:ffiv^ 10%FCS 

& rpmii64o m%LX"tgmv. mmm&o 2 mmmfrb o.umu <dt*? vt- 

0. 5Mg/ml O MC-210, 10%FCS Sr^ir RPMI1640 d^ifeX- 1 ffi ffil&4g& . £ 
<bf£ 10%FCS Sr-g-tf RPMI1640 i^UST- 1 aw** L t> © «r V*fc„ L 
fc*fflll&-fr>:7VWC 37 c C^^^Lfc 50ml O RPMI1640 30ml ifli 

1500rpm T^^. _bm^l&*|£ 37°C^{fcig. L 50%*? yai^l-'^^y = — jV 
£ 1ml AD^*L<»^L^dSP > 2 #BB*&g& N 37 < Cm«i& Ufc 10ml 
RPMI1640 ±^ift$:^n^M5r^® t°-< y hT*®5k #ffiL&#£>&> 5 ^ffilSfc 

lOOOrpm T- 5 #W3S*iX fete 30ml <D HAT Jg Jfe £ to *. j& 

5xi0 6 i@/ml (C^5iM:IlL«^-{bf , 96 ^t^U- HSig 
i^^-Mw O.W fo^ai 7»C0,^#T, 37°C-C*£*L, IBS, 1 51 
2 5! RISK HAT^tfe^ 0. lml fojDtf:, 

g &?>j7L#:£:£0 LTVNS*BJia*^^ V -=>^t5fc»(- ELISA 
StiSffi^ilLfc, 0. 05%tf>T i^Yb y — ^-g-tf PBS ^{C^^bfc 
Neisseria gonorrhoeae © Ribosomal Protein L7/L12 ISf 10/ig/ml 
aiST*^ Lfc^^r 100y 1 fo 96 7ty*u— h (DgiJ^ fc^SE t 4tT* 1 SIK 
_L»*Rfc5&& H l%3=jfn.ff T/l^ ^ (PBS <£)200m1 %S13U L 
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±m 10ml t LfCo rit^ 7%C0 2 , 37t:T- 3-4 0 Wi§*b lxi0 6 fli/ml 
Jtm^-yrfc^. 75cm 2 j§*^ = ^xi^^(Clg5E$^ ixi0 6 j@/ml, 100ml 

z^mmmmtf K/nct ufc c r^ciiiiti ioomi ^n*. 3g#L& 

37 0 C"C 2 H±S^m. &Jfo.#J&ife 200ml AD;i£-kfc 2 B^*Lfc„ ^ CD 
i^a^^r 4 i O 0ml CD & A ?jf i£ jft £- &]jq l . 2 Bi^L^-* 

400ml (DMikm mi&*mjJUi& £ fc> fciifa 6 BJ££bfc& % *&#M£[h1I& L 
10000rpml5 ^OiS^^«t "9 S ft t ~t Z> fcft tr *&3i-b?f Sr L fc 0 # 
*±i»tt 0.1%Ti?fcy-?mM& 4°CT'^^Lfc„ J&^Lfc^llr^ 
100ml £ PBS "C 5 felzftff>& ProteinG (5ml y h\ Pharmacia ft) 

fcm.MZl*:. PBS T* 3 ^ y K#y ~ — A»;j£U pH3 <D ? ol is&/< v 7 r — 

r CD 4 »©/N^f ^ y K— ^ n--^/u^[#:(ii|#^5p 7-509565 

oia &\&mii:mm ommm & t>o ~> v = ^ v — ± 

capture .^0tfrS:K^;$iir^:SJES^S«-«:f^3Kb, £*U::£t 

^^bfc-^-y ^ o— -^-^^fc#:t4 oia m<n mitm m (vmmm & t> o y =1 

^^^^--t^HtiYb-t-S capture *nC«c ^ Utftffl Lfc c £ detect gtfls: 
£ LTf4#%0m;ifE<fc Lfc® ^ <D$c£;#£> Ribosomal Protein L7/L12 S3 
II £#4#£6*JfcSJE£L-5 -5 AMGC-1 ^E- 7 ^ n —-^/Hft — — 

T-ff*«HfcLfct><Z>£te/B bfc„ i~fc;b J*-* 77^ 

^-^v'**— if (Sigma ^ K VI) Sr/Bv^^c: f4K2H S-Tir^^ 
g£ 1£ N-t Kn^->^>> y<{ ^ K £ & ffl L Analytical Bio- 
chemistryl32 (1983), 68-73 iz. f> ttT ^ § 0 TfT o fc„ 

OIA^J&tdjo^Tte 0. 05%T S?<ffc-J- h y PBS^O^-y^n-^- 
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GroupB streptococcus 
Staphylococcus aureus 



ATCC25923 



ATCC12386 



Streptococcus pneumoniae 



ATCC27336 



Streptococcus pyogenes 



ATCC19615 



( + ; # V=r 4 y\ - ; * t 4 ~f) 



IMMM 10] 

Ribosomal Protein L7/L12 I6f@^ft:7 7 ^ - f 7 i^^i^f: 
Haemophilus influenzae Ribosomal Protein L7/L12 W 6 ft t tfy ^ 

0. 5%m&<D Triton X-100 T'felLf; Haemophilus influenzae Mf^ttffi 
^c75iS,L>±ft?r^:i^i LT^^LfCo SfclSC lOO^g Sr^a tf £S Jtm7K}§»*J 
1.2ml Kiy 0 ^r > ^7 iS^s^is K 1.5ml ^.oc-^/u 3 Wfcbfc^, 4 

E£> SPF Japanese White Rabbit fc&T&f* L&jBE Lfc 0 2 iBW*5#H: 5~ 
6Ih]^^L, Steffi SrfflfeKbfc. 

&#flfi©flfeBH: ELISA K) MM bfc c 0. 05%O T ^ft; y - V<£ tf PBS 

"fUzi^flfbfc Haemophilus influenzae (£> Ribosomal Protein L7/L12 M 
SSfSr 10/ig/ml »finc*$*L;fcjfc& 100//1 fo 96 ?t ^ h b 
4«CT 1 ?fc®*£-ti:fc 0 ±S*Bfc*&, l%4=Jfe»T^^5 VM(PBS *)200 

(0.02% Tween20. PBS) © _t IE Jjf * ^ ^ifiUff £ SL-g^ *7 

=¥StifiLfflfS:®:B«r^b^t<D 100 M 1 £ >!JD * M 2& 2 B£WSJS&, 

b $ P, {-gfe^^T'^fe^^, 50ng/ml O^i^^- ^ i/ ^ — if Mfi#C 7 tT y 

v igG ^;^^?r ioo /ii m^mu, immfcj&zmm^. _t^£i&*b£ 

t>tem&m-?$Gfti,t 1 & 0PD (Sigma *t)£ 100^1 fojDxI?£t 20 # 
RJS* IN <omm& 100 fi 1 bTSi&Srffisji: b, 492nm c£ ?2£ 5fc & M 

JfiL^Sr^T^fiiS^fffcS^ 37<C 1 B#R5;f&fi^ 4°C ~l&f£g b/c 0 
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v^-i? (Sigma ?V—Y VI) % m V*J|££-fc ftUM S~T ± ^A^^^N- 
t K n * * ^ > 5: K £ ^ L Analytical Bio-chemistryl32 
(1983), 68-73 h fix V* 5 ^Sfc^ o Tfro fc„ 

0IA ^{C&^Tte 0. 05%T^>fb^- h y A^-g-tP PBS ^tD^^Tjf y ? u 
-•t/i<#i&$: 10^g/ml Wk&\Z. 0. 1M HEPES pH8. 0 T^f? L fcf£ £ 50 ul -f 

<D ±[^nn^m (ommm\z 0. 5%m^<d Triton x-100 la^ist* 
20/zg/mi <D^/u^r^-i^y-^mm. amgci £ 15^ i an^is lo fi-mzifczn 

JfcU ^WTKT'gfe^ L/c^, (KPLtt) ^15/;lfoJOt, SfflT? 

■fc£>£££:^ 5 (C^-T i 5 capture ^tffc,*: IT APHI2-2 OftMtf? !> * n 
sVfcWZm ^ fcm-a-, 10 8 ill/ml Oi*«-?K»Lt Haemophilus 
influenzae £r^tfc}i~5 <i: II!^t~ftilO^£^t;Lo^-C^:j&'&£:^£ 
f\ Ribosomal Protein L7/L12 I6Ii^k77^=T^*7it'SlL 
fc#y ^ ts-t^SiftSrffiV^r £ "C Haemophilus influenzae 



C« 5] 



10 8 ^/ml tfcffiMJg: 



Haemophilus influenzae 



ATCC10211 



Escherichia col i 



ATCC25922 



Enterococcus faecal is 



ATCC19433 



Klebsiella pneumoniae 



ATCC13883 
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Neisseria gonorrhoeae fat* Ribosomal Protein L7/L12 iHH^£r 
Neisseria gonorrhoeae IID821 # (MM±¥mft¥W$Z ffi £ K) ffi 

a) sr^ 3 = hm^mm±iz.mmmmmvtz&, co 2 j >=^-<-*- 

ft? 37°C. C0 2 0.5%^#T* 24 £ W U = .n ~ - £ ftj^ift 

id 5X10 9 CFU/ml iffi&KlfcS <£ 5 TE Buffer {d^^-r^o I*3&J 1.5ml 
SrlSfcijI'fr?^ — ^(c^ UK 9 10Q00rpm-e2 5^raaS'i>U. -h®^-£^T5 0 
ttiSSB^Sr 567 TE Buffer K: 3 „ $ <b \z. 30 /z 1 CO 10%SDS t 

3 // 1 CD 20mg/ml Proteinase K £- #n x. X & < ^-8* U , 37^1? 1 

K/0. 7M NaCl ^^$r 80^1 iS^Ucfc < ig^Ufclfe 65^^ 10 

— ht5. ^t-x #Hit 24/1 ©^nu*;i'A-^y7^;i'7;i/3-/uS 
^•?KSr.700^1 APxlJ: < Siti^-rSo r<0^i££»43S^t&T- 12000rpnu 5# 
IB] (4<C = VFn^T) »'fr*&aU*:& v jicSH#&*f Ul^lKiiSNfr* 5 
»-^i"o til: 0.6 mM:<D^ yyu/<;~-/i'$:toz_^ = L-^&£ < jfoT 
DNA OttieSr^JSg-rSo DNA 7*«6-Cl-< oT 1ml CO 70%^* 

lOOOOrpm X 5 # K 3g »k *Q. S U ±S^^»d*H:|^* U $ h l£ 
lml co 70%^* S ~-^&Mx.XWtF 5 ^IBa^t5. St;±S^ £ U 
m&JgSr 100 /zl CO TE Buffer td^^U DNA fc 0 r©^yi DNA 

^^co^^^r Molecular Cloning, A laboratory manual, 1989, Eds. 
Sambrook, J., Fritsch, E. F. , and Maniatis, T. , Cold Spring harbor 
Laboratory Press CO E5, Spectrophotometry Determination of the 
Amount of DNA or RNA (I^oT^f Ut 0 
r <T>? J A DNA CO o % lOng SrffiVNT PCR £*to 7c 0 PCR fit Taq tf? y ^ 7 
(^jgiifcfcSL = — KR001A) &JBi^fc 0 S*l:^©^y7 7- S: 5 
Ail, mmizmtt<D dNTP mixture 4itl t Haemophilus influenzae f£ ¥ <D 
M<D Ribosomal Protein L7/L12 DNA t <DMU& Id «fc K> ^ ^ — * y h 
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PRISM, Ready Reaction Dye Terminator Cycle Sequencing Kit (Applied 
Biosystems t±W Srffl ^Tfro tc 0 0.5ml ^ CO -v 4 ? n <?■ ^ — -f 9.5^1 
(DBLfo* h -y V 4. 0 n 1 CO 0. 8pmol//z 1 CO T7 

(GIBC0 BRL *±M) RXf 6.5^1 CO 0. 16/zg/Al OS/— ^ ^ * ffl DNA 
SrJDfc-Cfi-g-U 100 /il 0$^7/i/3i-^^*fiJi^, 96<C 30 IJ\ 55°C 15 

T' 5 a-WiSffl. Lfc„ SJ£^, 80^1 0^®mM7K^*P^TJS#L, 

^cOzkJi £ 3 Ie]CO :7 ^ / — . ^nnTfc/WAft&tB^fTo/Co 100 /il CO 
7k«fC 10 u 1 CO 3M gjfifc'*- h V *> A (pH5.2) *3 «fct* 300 ^ 1 ©m* y — 
^JP^Tft^^, 14000rpm \ZX 15 ^ot *£> & ft V^StJS £ EJJfe L fc„ 

i±Jf§:£ 75%^ ^ /-A-T-i5fc^m, *£Tf£ 2 #IBJ#fi LT Ifcfil 3 iir, f — 
^^^^ffitvy^t Lfc c i/-^xy^fy^;m, 4^1 co lOmM CO 
EDTA l:ttf*^7$ KlI^gLT 90^C2 #M-eg£i4& % *>f"P^LT 

t/to &btiti 5 m<D? u — ^(Dft 1 flil CO SB ^IJ m PCR 

m vn 7° o - y t sh ?u co *a ^ a* & 9 $ <b fdi ©^4^, 0y *. # 

Haemophilus influenzae CO Ribosomal Protein L7/L12 it 45 SB M t 3¥ 1% 
DNA S3?iJ^jtA^c •£ (Dj&iSate^gBa-tf^&SE^IX 

^J^t?)7 $ / ^SB^JfiSB^iJ^SB^J#-i- : 21 St/ 22 M ^ 1~ £ ? ft SB 
"CfcofCo ^.COjtt-jS-T-gf^fi^^^i^ Neisseria gonorrhoeae 
CO Ribosomal Protein L7/L12 £ 6 R CO Jtfis^f- £ = — Ki~ 5 4> CO T" & 5 „ 
wCOj: 5 fil HI L 7c Nei sseria gonorrhoeae CO Ribosomal Protein 

L7/L12 gst -7 =l—vb ^mmm&^t^? *—&m^xnmM 2 (-famco^ 

&tmffi(DjjmiZ£ <9 mm Lfc Neisseria gonorrhoeae CO GST 7 a — v> a 
^Ribosomal Protein L7/L12 m ff L fc e Hi£#iJ 3 15^^ 

^^il^^co^^fetcj; 19 Neisseria gonorrhoeae CO Ribosomal Protein 
L7/L12 S 6 WlcSt-f 5 ^ y ^ n - t^KI|:(:41t5 ^ ^ U K — 
AMGC1 tt5r©# tfco BtF 5iB O J: 5 LT$# LfcE§tt^-f ^ JJ K — ^ j^B 
AMGC1 tfcSrJHl^T^fete. Lfc^ot^y ■ps-^-t A^ffc^r &jgI5]i& Lfc„ 
AjfctfH-te RPMI1640 (10peS A <9) Sr/B ^ TittftS* L fcSBJIS £ 
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4x:x i ti«$^fc 0 ±m&m£&, n^jkmT/uzf^^fem 
(pbs <p) 200^1 murmur* 1 EtmRfov^u v*^?-tz> 0 ±m^m 

3k'&$tftm. (0. 02%Tween20, PBS) T**5fc# U AMGC1 %lW(D 0. 1 ^ 

P> 1 ng/ml m 100/* 1 Sr^^T- 2 B#f^J£m-t^£l&* b $ 
f£"Ci5fc#-|&. 5/ig/ml O^t-^ £^ IgG (Dfr — X 7 4 y *s =1. ^ >V Or *t i/ ? — 

nmm. mittm. code33o) tnt^m* ioo^i^^^s, lmmRfczmm 
v. ±m%-z®i3i l $ b\zm&%LX*m& vtcm tmb mm (kpl^) * ioou 

1 foJDiifit 20 ^fe^ IN OM£ 100 1 i^D 

ihb. 450nm O^^^^m^bfeo 

^O^t^:^ 6 fd^i" J: 5 y y K — AMGC1 E&jfco^-y ^ n — -r ;v 

£r N ;L£>£t£M* Neisseria gonorrhoeae „ Haemophilus 
influenzae Streptococcus pneumoniae (D Ribosomal Protein L7/L12 

set ts^T-t 3 ^ t &mmx%tc 0 

Cffe 6] 



(AMGC1 ijiVE b ^HrW^.tfo <D Ribosomal Protein 17/112 m&W^tH^^) 



Neisseria gonorrhoeae + 
Haemophilus influenzae + 
Streptococcus pneumoniae + 



( + ; x -f !7" ) 

r ^Xfrm&tltz AMGCl Sfrlit7'f^*/KAy7 5't^^ ELISA "C 
V N "r£-3&:£4£>#^tf)&£t Ribosomal Protein L7/L12 Ifif^f ili^^i) 
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2. ati^Ii ^y-Aiai^ Ribosomal Protein L7/L12 T*fe5, ft* 
©*8H 1 {-SEifc©£tflc 0 

3. IK£&J&S£fT&flSSfe^ (STD, Sexually transmitted disease) i^H^C 

5. l¥!Rjg%iajfe3SJSB%£feas Haemophilus influenzae T fc 5 ft ^cOiS 

6. I^RIi^jffilfejgj^BIBfe^fe^ Streptococcus pneumoniae T fc 5 §» 3ft <P 
fell 4 (CfEtfe^m^o 

7. ttfT^M^^ (STD, Sexually transmitted disease) Dp] H £ ^ 
Neisseria gonorrhoeae X" fe £ If >fe (7> £5 Efl 3 IE*c taffco 

8. Neisseria gonorrhoeae <p Ribosomal Protein L7/L12 IS! 
^t'fcot, BE ?U 36 BB : 2 2 CD T $ 7 ^iE^'J (CI T 115#B<D 
T ^ =.^Sr^tf 5 30 7 5 y Stcofi $ O^gg-T 5 SB#T ^ / S£gEJiJ2rl& 
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[E?!l*] 
SEQUENCE LISTING 

<110> ASAHIKASEI KOGYO KABUSIKI KAISHA 

<120> Antibodies for Detecting Microorganisms 

<130> A.SAHI-2 

<150> JP 10/230204 
<151> 1998-7-31 

<160> 22 

<210> 1 
<211> 369 
<212> DNA 

<213> Haemophilus influenzae 
<400> 1 

atg tea tta act aac gaa caa ate att' gaa gcg att get tea aaa act 48 
Met Ser Leu Thr Asn Glu Gin He He Glu Ala He Ala Ser Lys Thr 



5 



10 



15 



gta act gaa ate gtt gaa tta ate gca gcg atg gaa gaa aaa ttc ggt 



96 



Val Thr Glu He Val Glu Leu He Ala Ala Met Glu Glu Lys Phe Gly 



20 



25 



30 



gtt tea gca gcg gca gca gta gca gca get cca gca gca ggc ggt gca 



144 



WO 00/06603 




Val Ser Ala Ala Ala Ala Val Ala 
35 40 

gcg gca gca gaa gaa aaa act gaa 
Ala Ala Ala Glu Glu Lys Thr Glu 
50 55 

ggt gcg aac aaa gta gca gta att 
Gly Ala Asn Lys Val Ala Val He 
65 70 

tta ggc tta aaa gaa get aaa gat 
Leu Gly Leu Lys Glu Ala Lys Asp 
85 

tta aaa gaa ggc gtt tct aaa gaa 
Leu Lys Glu Gly Val Ser Lys Glu 
100 

tta gaa gaa gcg ggt gca gaa gta 
Leu Glu Glu Ala Gly Ala Glu Val 
115 120 

<210> 2 
<211> 123 
<212> PRT 

<213> Haemophilus influenzae 




2 /21 

Ala Ala Pro Ala Ala Gly Gly Ala 
45 

ttc gac gtt gta ctt aaa tct gca 
Phe Asp Val Val Leu Lys Ser Ala 
60 

aaa gca gta cgt ggt gca act ggt 
Lys Ala Val Arg Gly Ala Thr Gly 
75 80 

tta gtt gaa tct get cca get aac 
Leu Val Glu Ser Ala Pro Ala Asn 
90 95 

gaa get gaa gca ctt aag aaa gaa 
Glu Ala Glu Ala Leu Lys Lys Glu 
105 110 

gaa gtt aaa 
Glu Val Lys 



PCT/JP99/04I22 



192 



240 



288 



336 
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<400> 2 

Met Ser Leu Thr Asn Glu Gin lie He Glu Ala lie Ala Ser Lys Thr 

15 10 15 

Val Thr Glu lie Val Glu Leu lie Ala Ala Met Glu Glu Lys Phe Gly 

20 25 30 

Val Ser Ala Ala Ala Ala Val Ala Ala Ala Pro Ala Ala Gly Gly Ala 

35 40 45 

Ala Ala Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Lys Ser Ala 

50 55 60 

Gly Ala Asn Lys Val Ala Val He Lys Ala Val Arg Gly Ala Thr Gly 
65 70 75 80 

Leu Gly Leu Lys Glu Ala Lys Asp Leu Val Glu Ser Ala Pro Ala Asn 

85 90 95 

Leu Lys Glu Gly Val Ser Lys Glu Glu Ala Glu Ala Leu Lys Lys Glu 

100 105 HO 

Leu Glu Glu Ala Gly Ala Glu Val Glu Val Lys 
115 120 

<210> 3 
<211> 375 
<212> DNA 

<213> Helicobacter pylori 
<400> 3 

atg gca att tea aaa gaa gaa gtg tta gag tat att ggt tea ttg age 48 
Met Ala lie Ser Lys Glu Glu Val Leu Glu Tyr He Gly Ser Leu Ser 
1 5 10 15 
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gtt tta gag ctt tct gaa ttg gtt aaa atg ttt gag gaa aaa ttt ggc 
Val Leu Glu Leu Ser Glu Leu Val Lys Met Phe Glu Glu Lys Phe Gly 
20 25 30 



gtg age gcg act cca acg gtc gta gcg ggt gcg get gta get ggc ggt 
Val Ser Ala Thr Pro Thr Val Val Ala Gly Ala Ala Val Ala Gly Gly 
35 40 45 

gca gcg get gag age gaa gaa aaa ace gaa ttt aat gtg att ttg gee 
Ala Ala Ala Glu Ser Glu Glu Lys Thr Glu Phe Asn Val He Leu Ala 
50 55 60 

gat age ggt get gaa aaa att aag gtg att aaa gtg gtt cgt gaa ate 
Asp Ser Gly Ala Glu Lys He Lys Val He Lys Val Val Arg Glu He 
65 70 75 80 



act gga ctt ggc ctg aaa gaa get aaa gac get ace gaa aaa ace cct 
Thr Gly Leu Gly Leu Lys Glu Ala Lys Asp Ala Thr Glu Lys Thr Pro 
85 90 95 

cat gtg ctt aaa gag ggc gtg aat aaa gaa gaa get gaa ace ate aag 
His Val Leu Lys Glu Gly Val Asn Lys Glu Glu Ala Glu Thr He Lys 
100 105 110 



aag aaa ctt gaa gaa gta ggc get aag gtt gaa gtc aag 
Lys Lys Leu Glu Glu Val. Gly Ala Lys Val Glu Val Lys 
115 120 125 
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<210> 4 
<211> 125 
<212> PRT 

<213> Helicobacter pylori 
<400> 4 

Met Ala He Ser Lys Glu Glu Val Leu Glu Tyr lie Gly Ser Leu Ser 

15 10 15 

Val Leu Glu Leu Ser Glu Leu Val Lys Met Phe Glu Glu Lys Phe Gly 

20 25 30 

Val Ser Ala Thr Pro Thr Val Val Ala Gly Ala Ala Val Ala Gly Gly 

35 40 45 

Ala Ala Ala Glu Ser Glu Glu Lys Thr Glu Phe Asn Val lie Leu Ala 

50 55 60 

Asp Ser Gly Ala Glu Lys He Lys Val lie Lys Val Val Arg Glu He 
65 70 75 80 

Thr Gly Leu Gly Leu Lys Glu Ala Lys Asp Ala Thr Glu Lys Thr Pro 

85 90 95 

His Val Leu Lys Glu Gly Val Asn Lys Glu Glu Ala Glu Thr He Lys 

100 105 110 

Lys Lys Leu Glu Glu Val Gly Ala Lys Val Glu Val Lys 
115 120 125 

<210> 5 
<211> 366 
<212> DNA 

<213> Streptococcus pneumoniae 
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<400> 5 

atg gca ttg aac att gaa aac att 
Met Ala Leu Asn lie Glu Asn lie 
1 5 

ate ctt gaa ttg aac gac ctt gta 
lie Leu Glu Leu Asn Asp Leu Val 
20 

gta act gca get get cct gta get 
Val Thr Ala Ala Ala Pro Val Ala 
35 40 

get ggt get get aaa gat tea ttc 
Ala Gly Ala Ala Lys Asp Ser Phe 
50 55 

gac aaa aaa gtt ggc gtt ate aaa 
Asp Lys Lys Val Gly Val lie Lys 
65 70 

ggt ctt aaa gaa get aaa gaa ctt 
Gly Leu Lys Glu Ala Lys Glu Leu 
85 

aaa gaa ggc gtt gca act gca gaa 
Lys Glu Gly Val Ala Thr Ala Glu 
100 




6/21 

att get gaa att aaa gaa get tea 
lie Ala Glu lie Lys Glu Ala Ser 
10 15 

aaa get ate gaa gaa gaa ttt ggt 
Lys Ala lie Glu Glu Glu Phe Gly 
25 30 

gtt get gca get gat gca get gat 
Val Ala Ala Ala Asp Ala Ala Asp 
45 

gac gtt gaa ttg aca tct gca ggc 
Asp Val Glu Leu Thr Ser Ala Gly 
60 

gtt gta cgt gaa ate act ggt ctt 
Val Val Arg Glu He Thr Gly Leu 
75 80 

gtt gac ggt gca cca gca ctt gtt 
Val Asp Gly Ala Pro Ala Leu Val 
90 95 

get gaa gaa ate aaa get aaa ttg 
Ala Glu Glu lie Lys Ala Lys Leu 
105 no 
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48 



96 



144 



192 



240 



288 



336 



WO 00/06603 _ 

7/21 



# 



gaa gaa get gga get tea gtt act ctt aaa 
Glu Glu Ala Gly Ala Ser Val Thr Leu Lys 
115 120 

<210> 6 
<211> 122 
<212> PRT 

<213> Streptococcus pneumoniae 
<400> 6 

Met Ala Leu Asn He Glu Asn lie He Ala Glu He Lys Glu Ala Ser 

1 5 10 15 

He Leu Glu Leu Asn Asp Leu Val Lys Ala He Glu Glu Glu Phe Gly 

20 25 30 

Val Thr Ala Ala Ala Pro Val Ala Val Ala Ala Ala Asp Ala Ala Asp 

35 40 45 

Ala Gly Ala Ala Lys Asp Ser Phe Asp VaL Glu Leu Thr Ser Ala Gly 

50 55 60 

Asp Lys Lys Val Gly Val He Lys Val Val Arg Glu He Thr Gly Leu 
65 70 75 80 

Gly Leu Lys Glu Ala Lys Glu Leu Val Asp Gly Ala Pro Ala Leu Val 

85 90 95 

Lys Glu Gly Val Ala Thr Ala Glu Ala Glu Glu He Lys Ala Lys Leu 

100 105 HO 

Glu Glu Ala Gly Ala Ser Val Thr Leu Lys 
115 120 
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<210> 7 
<211> 369 
<212> DNA 

<213> Neisseria gonorrhoeae 



<400> 7 

atg get att act aaa gaa gac att ttg gaa gca gtt ggt tct ttg acc 

Met Ala He Thr Lys Glu Asp He Leu Glu Ala Val Gly Ser Leu Thr 
1 5 io 15 



.48 



gta atg gaa ttg aat gac ctg gtt aaa get ttt gaa gaa aaa ttc ggt 
Val Met Glu Leu Asn Asp Leu Val Lys Ala Phe Glu Glu Lys Phe Gly 
20 25 30 



96 



gtt tct get get get gtt gca gtt gca ggt cct get ggt gec ggt get 
Val Ser Ala Ala Ala Val Ala Val Ala Gly Pro Ala Gly Ala Gly Ala 
35 40 45 



144 



gee gat get gaa gaa aaa acc gaa ttt gat gtc gtt ttg get tct gec 
Ala Asp Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Ala Ser Ala 
50 55 60 



192 



ggc gat caa aaa gtc ggc gtg att aaa gtt gtc cgt gca att act ggt 
Gly Asp Gin Lys Val Gly Val He Lys Val Val Arg Ala lie Thr Gly 
65 70 75 80 



240 



ttg ggt ctg aaa gaa get aaa gac ate gtt gac ggc gca cct aaa acc 
Leu Gly Leu Lys Glu Ala Lys Asp He Val Asp Gly Ala Pro Lys Thr 



288 



WO 00/06603 

9/21 



85 90 95 

att aaa gag ggt gtt tct aaa get gaa gec gaa gac ate caa aaa caa 
lie Lys Glu Gly Val Ser Lys Ala Glu Ala Glu Asp lie Gin Lys Gin 
100 105 HO 

ctg gaa gca gca ggc get aaa gtc gaa ate aaa 
Leu Glu Ala Ala Gly Ala Lys Val Glu lie Lys 
115 120 

<210> 8 
<21i> 123 
<212> PRT 

<213> Neisseria gonorrhoeae 
<400> 8 

Met Ala lie Thr Lys Glu Asp He Leu Glu Ala Val Gly Ser Leu Thr 

15 10 15 

Val Met Glu Leu Asn Asp Leu Val Lys Ala Phe Glu Glu Lys Phe Gly 

20 25 30 

Val Ser Ala Ala Ala Val Ala Val Ala Gly Pro Ala Gly Ala Gly Ala 

35 40 45 

Ala Asp Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Ala Ser Ala 

50 55 60 

Gly Asp Gin Lys Val Gly Val He Lys Val Val Arg Ala lie Thr Gly 
65 70 75 80 

Leu Gly Leu Lys Glu Ala Lys Asp He Val Asp Gly Ala Pro Lys Thr 
85 90 95 
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lie Lys Glu Gly Val Ser Lys Ala Glu Ala Glu Asp He Gin Lys Gin 

100 " 105 110 

Leu Glu Ala Ala Gly Ala Lys Val- Glu He Lys 
115 120 

<210> 9 
<211> 369 
<212> DNA 

<213> Neisseria meningitidis 
<400> 9 

atg get att act aaa gaa gac att ttg gaa gca gtt ggt tct ttg acc 
Met Ala lie Thr Lys Glu Asp lie Leu Glu Ala Val Gly Ser Leu Thr 
15 10 15 

gta atg gaa ttg aac gac ttg gtt aaa get ttt gaa gaa aaa ttc ggt 
Val Met Glu Leu Asn Asp Leu Val Lys Ala Phe Glu Glu Lys Phe Gly 
20 25 30 

gtt tct get get get gtt gca gtt gca ggt cct get ggt gee ggt get 
Val Ser Ala Ala Ala Val Ala Val Ala Gly Pro Ala Gly Ala Gly Ala 
35 40 45 

gee gat get gaa gaa aaa acc gaa ttt gat gtc gtt ttg. get tct gec 
Ala Asp Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Ala Ser Ala 
50 55 60 



ggt gat caa aaa gtc ggc gtg att aaa gtt gtc cgt gca att acc ggt 
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Gly Asp Gin Lys Val Gly Val He Lys Val Val Arg Ala He Thr Gly 
65 70 75 80 

ttg ggt ctg aaa gaa get aaa gac ate gtt gac ggt gca cct aaa acc 
Leu Gly Leu Lys Glu Ala Lys Asp He Val Asp Gly Ala Pro Lys Thr 
85 90 . 95 

att aaa gag ggt gtt tct aaa get gaa gee gaa gac ate caa aaa caa 
He Lys Glu Gly. Val Ser Lys Ala Glu Ala Glu Asp He Gin Lys Gin 
100 105 no 



ctg gaa gaa gec ggc get aaa gtc gaa ate aaa 
Leu Glu Glu Ala Gly Ala Lys Val Glu He Lys 
115 120 

<210> 10 
<211> 123 
<212> PRT 

<213> Neisseria menigi t idis 



<400> 10 

Met Ala He Thr Lys Glu Asp He 

1 5 
Val Met Glu Leu Asn Asp Leu Val 
20 

Val Ser Ala Ala Ala Val Ala Val 

35 40 
Ala Asp Ala Glu Glu Lys Thr Glu 



Leu Glu Ala Val Gly Ser Leu Thr 

10 15 
Lys Ala Phe Glu Glu Lys Phe Gly 
25 30 
Ala Gly Pro Ala Gly Ala Gly Ala 
45 

Phe Asp Val Val Leu Ala Ser Ala 
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50 55 60 

Gly Asp Gin Lys Val Gly Val He Lys Val Val Arg Ala He Thr Gly 

65 70 75 80 

Leu Gly Leu Lys Glu Ala Lys Asp He Val Asp Gly Ala Pro Lys Thr 

85 90 95 

He Lys Glu Gly Val Ser Lys Ala Glu Ala Glu Asp He Gin Lys Gin 

100 105 no 

Leu Glu Glu Ala Gly Ala Lys Val Glu He Lys 
115 120 

<210> 11 
<211> 31 
<212> DNA 

<213> artificial sequence 
<220> 

<223> Haemophilus influenzae ti±h<D Ribosomal Protein L7/L12 iSHs-?- <D 
izm Vfc.PCR <DZf=7 -Y "7— DNA„ 

<400> 11 

gtaaggatcc atgtcattaa ctaacgaaca a 31 

<210> 12 

<211> 34 

<212> DNA 

<213> artificial sequence 



<220> 
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<223> Haemophilus influenzae d=> h <D Ribosomal Protein L7/L12 ifi-fe^F-CDlt^ 
V PCR <D -? 7 y{ -7 — DM. 



<400> 12 

agcatctcga gatttaactt ctacttctgc accc 34 

<210> 13 
<211> 33 
<212> DNA 

<213> artificial sequence 
<220> 

<223> Streptococcus pneumoniae ^?>© Ribosomal Protein L7/L12 31 Is -?■<£> 
WfcJB^fc PCR <D7y4-*— DNAo 

<400> 13 

ggaaggatcc atggcattga acattgaaaa cat 33 

<210> 14 
<211> 33 
<212> DNA 

<213> artificial sequence 
<220> 

<223> Streptococcus pneumoniae <b CD Ribosomal Protein L7/L12 3H£ ^F- CO Sx 
% izm ^ tz PCR <D 7 y << — DNAo 



<400> 14 
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tactctcgag tttaagagta actgaagctc cag 



33 



<210> 15 
<211> 31 
<212> DNA 

<213> artificial sequence 
<220> 

<223> Nisseria gonorrhoeae fi>b<D Ribosomal Protein L7/L12 31 B =$■ <D & # (C 
fc PCR <D Zf =7 << ~r — DNA„ 



<210> 16 
<211> 34 
<212> DNA 

<213> artificial sequence 
<220> 

<223> Nisseria gonorrhoeae h <D Ribosomal Protein L7/L12 jfi ^ <0 9x # (C 
m V^fc PCR ©7*7^^- DNAo 
<400> 16 

agcatctcga gatttgattt cgactttagc gcct 34 



<400> 15 



gtaaggatcc atggctatta ctaaagaaga c 



31 



<210> 
<211> 
<212> 



17 

369 

DNA 
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<213> Haemophilus influenzae 
<400> 17 

atg tea tta act aac gaa caa ate att gaa gcg att get tea aaa act 48 
Met Ser Leu Thr Asn Glu Gin lie He Glu Ala lie Ala Ser Lys Thr 
15 10 15 

gta act gaa ate gtt gaa tta ate gca gcg atg gaa gaa aaa ttc ggt 96 
Val Thr Glu He Val Glu Leu He Ala Ala Met Glu Glu Lys Phe Gly 
20 25 30 

gtt tea gca gcg gca gca gta gca gca get cca gca gca ggc ggt gca 144 
Val Ser Ala Ala Ala Ala Val Ala Ala Ala Pro Ala Ala Gly Gly Ala 
35 40 45 

gcg gca gca gaa gaa aaa act gaa ttc gac gtt gta ctt aaa tct gca 192 
Ala Ala Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Lys Ser Ala 
50 55 60 

ggt gcg aac aaa gta gca gta att aaa gca gta cgt ggt gca act ggt 240 
Gly Ala Asn Lys Val Ala Val He Lys Ala Val Arg Gly Ala Thr Gly 
65 70 75 80 

tta ggc tta aaa gaa get aaa gat tta gtt gaa tct get cca get aac 288 
Leu Gly Leu Lys Glu Ala Lys Asp Leu Val Glu Ser Ala Pro Ala Asn 
85 90 95 



tta aaa gaa ggc gtt tct, aaa gaa gaa get gaa gca ctt aag aaa gaa 



336 
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Leu Lys Glu Gly Val Ser Lys Glu Glu Ala Glu Ala Leu Lys Lys Glu 
100 105 HO 

tta gaa gaa gcg ggt gca gaa gta gaa gtt aaa 
Leu Glu Glu Ala Gly Ala Glu Val Glu Val Lys 
115 120 

<210> 18 
<211> 123 
<212> PRT 

<213> Haemophilus influenzae 



<400> 18 

Met Ser Leu Thr Asn Glu Gin lie He Glu Ala lie Ala Ser Lys Thr 

15 10 15 

Val Thr Glu He Val Glu Leu lie Ala Ala Met Glu Glu Lys Phe Gly 

20 25 30 

Val Ser Ala Ala Ala Ala Val Ala Ala Ala Pro Ala Ala Gly Gly Ala 

35 40 45 

Ala Ala Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Lys Ser Ala 

50 55 60 

Gly Ala Asn Lys Val Ala Val lie Lys Ala Val Arg Gly Ala Thr Gly 
65 70 75 80 

Leu Gly Leu Lys Glu Ala Lys Asp Leu Val Glu Ser Ala Pro Ala Asn 

85 90 95 

Leu Lys Glu Gly Val Ser Lys Glu Glu Ala Glu Ala Leu Lys Lys Glu 

100 105 110 

Leu Glu Glu Ala Gly Ala Glu Val Glu Val Lys 
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115 



120 



<210> 19 
<211> 366 
<212> DNA 

<213> Streptococcus pneumoniae 
<400> 19 

atg gca ttg aac att gaa aac att att get gaa att aaa gaa get tea 
Met Ala Leu Asn He Glu Asn He He Ala Glu He Lys Glu Ala Ser 
15 10 15 

ate ctt gaa ttg aac gac ctt gta aaa get ate gaa gaa gaa ttt ggt 
He Leu Glu Leu Asn Asp Leu Val Lys Ala He Glu Glu Glu Phe Gly 



gta act gca get get cct gta get gtt get gca get gat gca get gat 
Val Thr Ala Ala Ala Pro Val Ala Val Ala Ala Ala Asp Ala Ala Asp 



get ggt get get aaa gat tea ttc gac gtt gaa ttg aca tct gca ggc 
Ala Gly Ala Ala Lys Asp Ser Phe Asp Val Glu Leu Thr Ser Ala Gly 



20 



25 



30 



35 



40 



45 



50 



55 



60 



gac aaa aaa gtt ggc gtt ate aaa gtt gta cgt gaa ate act ggt ctt 
Asp Lys Lys Val Gly Val He Lys Val Val Arg Glu He Thr Gly Leu 
65 70 75 80 
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ggt ctt aaa gaa get aaa gaa ctt gtt gac ggt gca cca gca ctt gtt 
Gly Leu Lys Glu Ala Lys Glu Leu Val Asp Gly Ala Pro Ala Leu Val 
85 90 95 

aaa gaa ggc gtt gca act gca gaa get gaa gaa ate aaa get aaa ttg 
Lys Glu Gly Val Ala Thr Ala Glu Ala Glu Glu He Lys Ala Lys Leu 
100 105 110 

gaa gaa get gga get tea gtt act ctt aaa 
Glu Glu Ala Gly Ala Ser Val Thr Leu Lys 
115 120 

<210> 20 
<211> 122 
<212> PRT 

<213> Streptococcus pneumoniae 
<400> 20 

Met Ala Leu Asn He Glu Asn He He Ala Glu He Lys Glu Ala Ser 

1 5 10 15 

He Leu Glu Leu Asn Asp Leu Val Lys Ala He Glu Glu Glu Phe Gly 

20 25 30 

Val Thr Ala Ala Ala Pro Val Ala Val Ala Ala Ala Asp Ala Ala Asp 

35 40 45 

Ala Gly Ala Ala Lys Asp Ser Phe Asp Val Glu Leu Thr Ser Ala Gly 

50 55 60 

Asp Lys Lys Val Gly Val He Lys Val Val Arg Glu He Thr Gly Leu 
65 70 75 80 
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Gly Leu Lys Glu Ala Lys Glu Leu Val Asp Gly Ala Pro Ala Leu Val 

85 90 95 

Lys Glu Gly Val Ala Thr Ala Glu Ala Glu Glu lie Lys Ala Lys Leu 

100 105 110 

Glu Glu Ala Gly Ala Ser Val Thr Leu Lys 
115 120 



aaa gaa gac att ttg gaa gca gtt ggt tct ttg acc 
Lys Glu Asp lie Leu Glu Ala Val Gly Ser Leu Thr 
5 10 15 



<210> 21 
<211> 369 
<212> DNA 

<213> Neisseria gonorrhoeae 

<400> 21 
atg get att act 
Met Ala He Thr 
1 

gta atg gaa ttg aat gac ctg gtt 
Val Met Glu Leu Asn Asp Leu Val 
20 



aaa get ttt gaa gaa aaa ttc ggt 
Lys Ala Phe Glu Glu Lys Phe Gly 
25 30 



gtt tct get get get gtt gca gtt gca ggt cct get ggt gee ggt get 

Val Ser Ala Ala Ala Val Ala Val Ala Gly Pro Ala Gly Ala Gly Ala 
35 40 45 

gee gat get gaa gaa aaa acc gaa ttt gat gtc gtt ttg get tct gec 

Ala Asp Ala Glu Glu Lys Thr Glu Phe Asp Val Val Leu Ala Ser Ala 
50 55 60 



WO 00/06603 
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ggc gat caa aaa gtc ggc gtg att aaa gtt gtc cgt gca att act ggt 
Gly Asp Gin Lys Val Gly Val lie Lys Val Val Arg Ala He Thr Gly 
65 70 75 80 



ttg ggt ctg aaa gaa get aaa gac ate gtt gac ggc gca cct aaa ace 
Leu Gly Leu Lys Glu Ala Lys Asp He Val Asp Gly Ala Pro Lys Thr 
85 90 95 

att aaa gag ggt gtt tct aaa get gaa gec gaa gac ate caa aaa caa 
lie Lys Glu Gly Val Ser Lys Ala Glu Ala Glu Asp He Gin Lys Gin 
100 105 110 

ctg gaa gca gca ggc get aaa gtc gaa ate aaa 
Leu Glu Ala Ala Gly Ala Lys Val Glu He Lys 
115 120 



<210> 22 

<211> 123 

<212> PRT 

<213> Neisseria gonorrhoeae 



<400> 22 

Met Ala He Thr Lys Glu Asp He 

1 5 
Val Met Glu Leu Asn Asp Leu Val 
20 

Val Ser Ala Ala Ala Val Ala Val 



Leu Glu Ala Val Gly Ser Leu Thr 

10 15 
Lys Ala Phe Glu Glu Lys Phe Gly 
25 30 
Ala Gly Pro Ala Gly Ala Gly Ala 
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35 40 
Ala Asp Ala Glu Glu Lys Thr Glu 

50 55 
Gly Asp Gin Lys Val Gly Val He 
65 70 
Leu Gly Leu Lys Glu Ala Lys Asp 
85 

He Lys Glu Gly Val Ser Lys Ala 
100 

Leu Glu Ala Ala Gly Ala Lys Val 
115 120 



* 

21/21 

45 

Phe Asp Val Val Leu Ala Ser Ala 
60 

Lys Val Val Arg Ala He Thr Gly 

75 80 
lie Val Asp Gly Ala Pro Lys Thr 

90 95 
Glu Ala Glu Asp He Gin Lys Gin 
105 110 
Glu He Lys 
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